Fig. S1. Human MutLα is a metalloenzyme. (A)
Zinc coelutes with MutLα from final Mono S column. Mono S column fractions were analyzed by SDS gel electrophoresis. Protein (black squares) and zinc content (green bars) were determined as described in Materials and Methods. (B) Endonuclease active site region of yeast MutLα C-terminal domain (PDB 4E4W, (10)) as visualized in PyMol (https://www.schrodinger.com). PMS1 sequences are shown in gray and MLH1 in black, with the PMS1 701 DQHA(X)2E(X)4E motif highlighted (magenta). PMS1 amino acids D701 and E707 are indicated, and the two zinc ions are shown as blue spheres. (C) Gel filtration of MutLα (black circles) after TPEN (blue diamonds) treatment (Material and Methods). . Incision of 50 ng supercoiled DNA by 0.5 µM native MutLα was determined in 23 mM KCl as a function of trace-metal grade ZnCl2 in presence of 1 mM MnCl2 (gray circles), or 1 mM MgCl2 (light blue circles) in the absence of ATP and BSA as described under Materials and Methods. Endonuclease activity was also determined in the presence of 0.38 mM ATP and 1 mM MnCl2 (black circles) or 1 mM MgCl2 (dark blue circles). Reaction amplitudes in the absence of added ZnCl2 are shown as colored squares to the left of the ordinate. Background incision (no MutLα) in 1 mM MnCl2/1.5 mM ZnCl2 or 1 mM MgCl2/1.5 mM ZnCl2 is also shown (triangles). Reactions for panels A, B, and C were incubated at 37°C for 110 min. Numerical values (averages of 3 to 4 determinations) correspond to MSH6 and PMS2 levels relative to Lamin B1 loading controls. Table S1 . As discussed in Materials and Methods, three different ICP-MS instruments were used for metal determination. This table provides a breakdown of the results by instrument.
